The rapacity ofnative chicken erythrocyte chromatin to bind antibodies specific for the folded domain of histone H5 (GH5) was investigated by radioimmunoassay and electron microscopy.
We measured the accessibility of GH5 to antibodies as chromatin folds from an extended (10-nm) polynucleosome chain into (30-nm) higher-order (U ,0) chromatins. In (A) the symbols represent data collected at 5 (i ) or 80 (A) mM NaCI. In (B) the titration curves were carried out at 5 mM NaCI with either affinity-purified antibodies (open symbols) or with unfractionated serum (closed symbols).
Unbound antibodies were measured by AlA.
Materials and Methods
Chromatin. Native chicken erythrocyte chromatin was prepared and fractionated as previously described (6 
Proteins.
Chicken erythrocyte H5 and the folded domain ofH5 (GH5)
were prepared as described in previous reports (1, 4 After 15 mm at room temperature, the grid was floated onto 0.2 ml of the same buffer without antibodies (5 mm) and finally onto distilled water (5 mm).
The grids were dried in 90% ethanol and processed as described
Results

Titration ofAntibodies with Histone 5or Chromatin
Affinity-purified, GH5-specific antibodies were incubated in so- The data presented in Figure 2A have been replotted in Figure   2B .,.,. .,.
.. ... .
428
CATI1NI, ALLAN is raised. C.
!,'
'.
'
, .
: . :' due to the presence of GH1/5 between the turn (C). In (d), GH1/5 is not required to sit at the DNA exit and entry position and can bind between spacer and core particle DNA or DNA between adjacent nucleosomes. It is therefore free to adopt a position in the center of the higher-order fiber.
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The studies carried out with GH5 reconstituted chromatins were repeated using chromatins reconstituted with intact H5 ( Figure  5 ).
The results were very similar to those obtained with native chromatin ( Figure  2 At the highest H5 ratio (r = 2), these chromatins were only slightly more effective than depleted polynucleosomes which bind nonspecifically less than 10% ofthe antibodies.
In terms ofavailability (see Figure 2B ), the antigenic determinants in H5 reconstituted chromatins were reduced to below i5% (at r > i), which was slightly less than that noted with native chromatin. and thus GHi/5, alternately inside and then outside the fiber (Figure 7a ). In Figure 7b , the same model is modified to be more con- Literature Cited
Discussion
